AddItIonal Keyphrases: fetal neural tube defects . economics of laboratory operation . b/riding of immunoglobulins from various sources
Use of second antibody for separation of antibody-antigen complexes has had wide application in radioimmunoassay. The method gives highly specific and reproducible separation of the bound and free phases, exhibits low nonspecific binding, and is generally regarded as a preferred method in many radioimmunoassays.
Two disadvantages are that double-antibody reactions must be optimized with respect to the amount of second antibody added and substances present in the sample can interfere with was stored at 4#{176}C in the same buffer and usually was used within one to two weeks of preparation.
Materials and Methods

Reagents and Antisera
Radioimmunoassay for AFP
Standard assay: Pipet 100 1tL of calibrators, unknowns, or control sera into 12 X 75 mm polystyrene tubes and add to all tubes 500 tL of serum-barbital buffer and 100 tL of normal goat serum (2.5 mL/L of serum-barbital) to provide carrier goat immunoglobulin.
Next, add 100 zL of iodinated APP (20000 cpm), followed by 100 tL of 12 000-fold-diluted goat anti-AFP.
Vortex-mix the contents of the tubes and incubate overnight at 20-30 #{176}C. After adding 100 xL of fivefold diluted rabbit anti-goat IgG serum, incubate at 37 #{176}C for 2 h. Place the tubes in the cold (4-8 #{176}C) for 1 h, then centrifuge 
Results
Optimization of Staph A Coating with Second Antibody
We elected to use 0.1 mL of Staph A cells (100 g/L suspension) per assay because it is a volume of bacterial cells that is both convenient to deliver and easy to handle as a centrifugal pellet. To determine the optimum amount of second antibody needed for bacterial coating, we incubated Staph A cells with various amounts
of RAG-IgG and tested their ability to recover 1251-labeled AFP/goat anti-APP complexes in B0 assay conditions ( Table 1 ). for the soluble assay and 2.9% for the Staph A assay. The average between-assay precision is 5.2% for the soluble second-antibody method and 6.4% for the Staph A method (see Table 3 ). As we show in these studies, Staph A cells are a particularly suitable immobile phase for second antibody easy to produce, low in cost, and highly uniform in size and properties. The bacteria can be formalinand heat-fixed, antibody-coated, and stored for long periods without loss of binding effectiveness (4,9 
